Sequence similarity between the SH2 domains of human STAT1, STAT3 and STAT5A. Multiple sequence alignment of the indicated SH2 domains and the C-terminal tail segment (CTS) including the linker (L), phosphotyrosine motif (PTM) and N-terminal part of the TA domain (nTAD), was performed using TCoffee 6 . (*) conserved residues (:) strong similarity (.) weak similarity.
(b) Backbone atoms` RMSD (in nm) relative to the initial structure of the activated STAT5A dimer interface for the SH2 domains (black line), L (green line), PTM (blue line) and nTAD (red line) of M1 and M2 as a function of simulation time. Red area: Time windows of the MD simulation used to generate the most representative model by cluster analysis.
(c) Left: Sequence alignment and secondary structure elements of the human STAT5A (PDB ID: 1y1u) and STAT5B SH2 domains. (*) conserved residues, (:) strong similarity, (.) weak similarity. Right: Rainbow representation of the ribbon structure of the modelled STAT5A SH2 domain (representative model). The core of the activated STAT5A SH2 domain (residues: 589-687) features a central anti-parallel β-sheet (βB, βC and βD) flanked by adjacent α-helices (αA, αB`, αB, αC and αD). With the exception of the presence of α-helix αD, the above highlighted secondary structures are preserved in the crystalized SH2 domain of inactive STAT5A. Conserved residues contributing to intermolecular PTM/SH2 domain interactions in STAT dimer interfaces according to STAT1, STAT3 and STAT5A (Becker 1998, Chen 1998). Multiple sequence alignment of STAT SH2 domains was performed using ClustalW2 30 . The invariant and highly conserved arginine residue critical for the recognition of the phosphate group of phosphotyrosine and residues that support the binding of phosphotyrosine are highlighted in red and green background colors, respectively. Residues involved in the binding of V695 (pY+1) in the SH2 domain of STAT5A are depicted in orange.
Supplementary Figure 3
Hydrophobic residues that contribute to intramolecular F706-binding in the STAT5A SH2 domain. Multiple sequence alignment of the STAT SH2 domains was performed using ClustalW2 30 . The invariant and highly conserved arginine residue critical for the recognition of the phosphate group of phosphotyrosine and residues that support the binding of phosphotyrosine are highlighted in red and green background colors, respectively. Residues involved in the intramolecular binding of F706 in the SH2 domains of STAT5A and STAT5B are depicted in orange. The F706A mutation attenuates the phosphorylation of Y694 in STAT5A I699L and STAT5A Q701L . HeLa TREx HA-EpoR cells stably expressing the indicated STAT5A-eYFP fusion proteins were treated with 1 mM sodium vanadate for 1.5 h or left untreated. Stimulation was carried out using 1 U/ml Epo for 30 min as indicated. Untreated cells served as controls. WCLs were analyzed for the phosphorylation status of STAT5A Y694. Occupancy ( 
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